JC930 U.S 

1 



PTO 



Please type a plus sign (+) inside this box 



PTO/SB/05 (2/98) 

j+l Approved for use through 09/30/00. OMB 0651-0032 

Patent and Trademark Office: U.S. DEPARTMENT OF COMMERCE 
Under the Paperwork Reduction Act of 1995, no persons are required to respond to a collection of information unless it displays a valid OMB control number. 



UTILITY 
PATENT APPLICATION 
TRANSMITTAL 

(On}v far upw nnnnrnv}\innnJ nnnh'rntinn^ iJndpr 97 CFR I 5?(7))) 



Attorney Docket No. 



05871.0002.CNUS05 



First Named Inventor or Application Identifier 


1 Thomas M. Brennan 


Title 


Method and Apparatus for Conducting 
Reactions on a Support Surface 


an Array of Chemical 
^ e m 



Express Mail Label No. EL6 1 5207674US 



APPLICATION ELEMENTS 

See MPEP chapter 600 concerning utility patent application contents 



ADDRESS TO: 



Assistant Commissioner for 
Box Patent Application 
Washington, DC 20231 




18 



5. 



^ *Fee Transmittal Form (Form PTO- 1082) 

(Submit an original and a duplicate for fee processing) 

^ Specification [Total Pages 

(preferred arrangement set forth below) 

- Descriptive title of the Invention 

- Cross References to Related Applications 

- Statement Regarding Fed sponsored R&D 

- Reference to Microfiche Appendix 

- Background of the Invention 

- Brief Summary of the Invention 

- Brief Description of the Drawings (if filed) 

- Detailed Description 

- Claims 

- Abstract of the Disclosure 

^ Drawing(s) (35 USC J 1 3) [Total Sheets 

Oath or Declaration [Total Pages 

a. Newly executed (original or copy) 

b. ^ Copy from a prior apphcation (37 CFR i .63(d)) 

(for continuation/divisional with Box 17 completed) 
[Note Box 5 below/ 

1- Q DELETION OF INVENTORfS^ 

Signed statement attached deleting inventor(s) named 
in the prior application, see 37 CFR 1.63(d)(2) and 
1.33(b), 



Incorporation By Reference (useable if Box 4b is checked) 
The entire disclosure of the prior application, from which a copy 
of the oath or declaration is supplied under Box 4b, is considered 
as being part of the disclosure of the accompanying application 
and is hereby incorporated by reference therein. 



6, Q Microfiche Computer Program (Append^^ 

o 

7. Nucleotide and/or Amino Acid Sequence Submissic5rrf 

(if applicable, all necessary) 

a. Computer Readable Copy 

b. Q Paper Copy (identical to computer copy) 

c. Statement verifying identity of above 
copies 



ACCOMPANYING APPLICATION PARTS 



9. 

10. 
11. 

12. 
13, 

14. 



15. 



16. 



□ 
□ 

□ 



□ 



□ 



Assignment Papers (cover sheet & document(s)) 

37 CFR 3.73(b) Statement |^ Power of 
(when there is an assignee) Attorney 

English Translation Document (if applicable) 

Information Disclosure Q Copies of IDS 
Statement (IDS)/PTO-1449 Citations 
Preliminary Amendment 

Return Receipt Postcard (MPEP 503) (Two) 

(should be specifically itemized) 

* Small Entity ^ Statement filed in 
Statement(s) prior application. 

Status still proper 
and desired 

Certified Copy of Priority Document(s) 
(if foreign priority is claimed) 

Other: Revocation and Appointment of 
Power of Attorney by Assignee (Copy) 



*NOTE FOR ITEMS 1 & 14 IN ORDER TO BE ENTITLED TO PAY SMALL ENTITY 
FEES, A SMALL ENTITY STATEMENT IS REQUIRED (37 C F R J 1 27), EXCEPT IF 
ONE FILED IN A PRIOR APPLICATION IS RELIED UPON (37 C F R § 1 28) 



17- If a CONTINUING APPLICATION, check appropriate box and supply the requisite information: 

IXI Continuation Q Divisional []] Continuation-in-part (CIP) of prior application No: 09/31 4,456/Filed May 18, 1999 
Prior Application Information: Examiner: Houtterman, S. Group/Art Unit: 1656 



18. Q 



Customer Number or Bar Code Label 22930 



ADDRESS 



(Insert Customer No. o\ 



n Correspondence address below 



'e label here) 



NAME 


Albert P. Halluin p^TEMT TMOEHMK OFFICE 


HOWREY SIMON ARNOLD & WHITE, LLP 


ADDRESS 


Box No. 34 


1299 Pennsylvania Avenue, N.W. 


CITY 


Washington 


STATE 


DC 


ZIP CODE 


20004-2402 


COUNTRY 


US 


TELEPHONE 


202-783-0800 


FAX 


202-383-7195 


Name (Print/Type) 


Albert-^ Halluin . / /^ >, \ Registration No. (Attomey/Agent) 


25,227 


Signature 


/7Mx^UrJL. . ^ 


Date [November 16,2000 



EXPRESS MAIL NO. EL615207674US 



FORM PTO-1082 

HOWREY SIMON ARNOLD & WHITE, LLP 
Box No. 34 
1299 Pennsylvania Avenue, N.W, 
Washington, D.C. 20004-2402 
(650) 463-8100 

Attorney Docket No. 05871.00Q2.CNUS05 

Box Patent Application 

COMMISSIONER FOR PATENTS 
Washington, D.C. 20231 

Sir: 

Transmitted herewith for filing is the patent appHcation of THOMAS M. BRENNAN for METHOD AND 
APPARATUS FOR CONDUCTING AN ARRAY OF CHEMICAL REACTIONS ON A SUPPORT SURFACE, 

Also, enclosed are: 

1 . Application Cover Sheet 

2. Preliminary Amendment ( pages) 

3. 8 sheets of Formal Drawings (Figures 1-7) 

4. Copy of Continuation-in-Part Declaration and Power of Attorney 

5 . Revocation and Appointment of Power of Attorney by Assignee of Entire Interest (copy) 

6. Information Disclosure Statement with accompany PTO- 1449 (in duplicate) 

7. One Reference (U.S Patent No. 5,744,305) 

8. Return postcard. 



The filing fee has been calculated as shown below: 



OTHER THAN A 





(Col, 1) 


(Col. 2) 


SMALL ENTITY 




SMALL ENTITY 


FOR 


NO, FILED 


NO, EXTRA 




RATE 


FEE 


OR 


RATE 


FEE 


BASIC FEE 








$ 355.00 


OR 




$ 710.00 


TOTAL CLAIMS 


15-20 = 


0 




x9 = 


0.00 


OR 


xl8 = 




INDEP. CLAIMS 


2-3 = 


0 




x40 = 


0.00 


OR 


x80= 




□ MULTIPLE DEPENDENT CLAIM 
PRESENTED 




+ 135 = 


0,00 


OR 


+ 270 = 




*If the difference in Col. 1 is less than zero, enter 
"0" in Col. 2 


TOTAL 


$355.00 


OR 


TOTAL 





A check in the amount of $355,00 is enclosed. Also, this application is a CONTINUATION of U.S. Patent 
AppHcation Serial No. 09/314,456, filed May 18, 1999; and the following: 

CONTINUING DATA: 

This application is a CONTINUATION of 08/465,761, filed June 6, 1995 (U.S. Patent No. 5,985,551) 
Which is a CONTINUATION of 08/068,540, filed May 27, 1993 (U.S. Patent No. 5,474,796) 
Which is a CONTINUATION-IN-PART of 07/754,614, filed September 4, 1991 (ABANDONED) 

The U.S. Patent and Trademark Office is hereby authorized to charge any fee deficiency, or credit any 
overpayment, to our Deposit Account No. 08-3038 . A duplicate copy of this sheet is attached. 



Date November 16. 2000 




Albert P. Halluin (Reg. No.25,227 ) 
Wallace Wu (Reg. No. 45,380) 



EXPRESS MAIL NO. EL615207674US 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re application of: 
Thomas M. BRENNAN 
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Filing Date: Herewith 

For: METHOD AND APPARATUS FOR 
CONDUCTING AN ARRAY OF 
CHEMICAL REACTIONS ON A 
SUPPORT SURFACE 

PRELIMINARY AMENDMENT 

Box Patent Application 

Commissioner of Patents 
Washington, D.C. 20231 

Sir: 

Applicant is submitting the following amendments for the attached application. The 
Examiner is respectfully requested to enter the amendments. 

AMENDMENTS 

In the Specification : 

At page 2, lines 4-5, please delete "This is a continuation-in-part of U.S. Patent 
Application Serial No. 07/754,614 filed September 4, 1991, pending," and insert -This is a 
continuation of U.S. Patent Application Serial No. 09/314,456, filed May 18, 1999, which is a 
continuation of U.S. Patent Apphcation Serial No. 08/465,761, filed June 6, 1995 (Now U.S. 
Patent No. 5,985,551), which is a continuation of U.S. Patent Application Serial No. 08/068,540, 
filed May 27, 1993 (now U.S. Patent No. 5,474,796), which is a continuation-in-part of U.S. 
Patent Application Serial No. 07/754,614, filed September 4, 1991, abandoned. - . 

At page 4, line 25, change "tetradafluoro-" to -tridecafluoro- ~. 

In the Claims : 

Please cancel Claims 2-17. 
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Please add following new Claims 18-27, 



Application Serial No. To Be Assigned 
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18. A solid support comprising a support surface with an array of functionalized 
sites wherein a solution at a functionalized site is separated from solutions at other 
functionalized sites by surface tension. 

19. The solid support of claim 18 wherein said support surface has 10-10"^ 
functionalized sites per cm^. 

20. The solid support of claim 18 wherein said functionalized site is about 50-2000 
microns in diameter. 

2 1 . The solid support of claim 1 8 wherein said support surface is glass. 

22. The solid support of claim 18 wherein said support surface is selected from the 
group consisting of nylon, polyethylene, polypropylene, polystyrene and polytetrafluorethylene. 

23. The solid support of claim 18 wherein the area of the support surface of the 
functionalized site has a higher surface tension relative to the support surface surrounding the 
functionalized site. 

24. The solid support of claim 18 wherein said functionalized site provides attachment 
to a nucleic acid. 

25. The solid support of claim 18 wherein said functionalized site provides attachment 
to a peptide. 

26. The solid support of claim 18, 24 or 25 wherein said functionalized site provides a 
covalent attachment. 

27. The solid support of claim 18, 24 or 25 wherein said functionalized site provides a 
non-covalent attachment. 

REMARKS 

At page 4, line 25, the incorrect chemical name of "tetradecafluoro-1, 1,2,2- 
tetrahydrooctyle siloxane" is corrected to "tridecafluoro-l,l,2,2-tetrahydrooctyl siloxane". The 
error is an obvious clerical error because the tetrahydrooctyl moiety only has 13 (trideca-), not 
14 (tetradeca-), available positions for fluoro. No new matter is added. 

Applicants have added new claims 18-27. Support for these amendments can be found 
throughout the specification, for example on pages 4-14. No new matter is added. 
The Examiner is respectfully requested to enter the amendments. 
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CONCLUSION 

In view of the foregoing atnendments and remarks, the AppUcants believe the 
application is in good and proper condition for allowance. Early notification of allowance is 
earnestly solicited. 

If, in the opinion of the Examiner, a telephone conference would expedite the 
prosecution of the subject application, the Examiner is encouraged to call the undersigned at 
(650) 463-8109. 



HOWREY SIMON ARNOLD & WHITE 

Box No. 34 

1299 Pennsylvania Avenue, N.W. 
Washington, D.C. 20004-2402 
(650) 463-8100 



Respectfully submitted. 



Date: November 16, 2000 



Albert P. Halluin (Reg. No. 25,: 
Wallace Wu (Reg. No. 45,380) 
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METHOD AND APPARATUS FOR CONDUCTING AN ARRAY OF 
CHEMICAL REACTIONS ON A SUPPORT SURFACE 

BACKGROUND OF THE INVENTION 
This is a continuation-in-part of Serial No, 07/754,6J4 filed September 4, 
5 1991, pending. 

Field of the Invention 

The invention relates to methods for conducting a large number of chemical 
reactions on a support surface, methods for making the support surface, and the 
support surface itself. 
10 Summary of the Related Art 

Proposals for the direct sequencing of DNA by hybridization with arrays of 
oligonucleotides arc known in the art. Drmanac ct aL, Genomics 4; 114 (1989) 
Q proposes hybridization array-mediated DNA sequencing by binding target DNA to 

a dot blot membrane* followed by probing with an array of oligonucleotides. 
H 15 Khrapko ct al„ FEES Letters 256 , 118 (1989) proposes hybridization array-mediated 

"Jj DNA sequencing by binding the oligonucleotide array to a support membrane, 

fij followed by probing with target DNA. 

^ ^ Synthesis of arrays of bound oligonucleotides or peptides is also known in the 

art. Houghton, in the Multiple Peptide System product brochure describes the T-bag 

h 20 method, in which an array of beads is physically sorted after each interaction. This 

method becomes unwieldy for the preparation of large arrays of oligonucleotides. 

f ; Geysen et al., J. Immunol. Methods 102: 259 (1987) discloses the pin method for the 

^-^ preparation of peptide arrays. The density of arrays that may be produced by this 

method is limited, and the dipping procedure employed in the method is cumbersome 
25 in practice. Southern, Genome Mapping and Sequencing Conference, May 1991, Cold 
Spring Harbor, N.Y., disclosed a scheme for oligonucleotide array synthesis in which 
selected areas on a glass plate are physically masked and the desired chemical 
reaction is carried out on the unmasked portion of the plate. In this method it is 
necessary to remove old mask and apply a new one after each interaction. Fodor ct 
30 al.. Science 25i; 767 (1991) describes a method for synthesizing very dense 50 micron 
arrays of peptides (and potentially oligonucleotides) using mask-directed photochem- 
ical deprotection of synthetic intermediates. This method is limited by the slow rate 
of photochemical deprotection and by the susceptibility to side reactions (e.g., 
thymidine dimcr formation) in oligonucleotide synthesis, Khrapko et al, FEES 
35 Letters 256 : i 18 (1989) suggests simplified synthesis and immobilization of multiple 
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oligonucleotides by direct synthesis on a two dimensional support, using a printer- 
like device capable of sampling each of the four nucleotides into given dots on the 
matrix.- However, no particulars about how to make or use such a device are 
provided. 

5 Some methods for permanently attaching oligonucleotides to glass plates in 

a manner suitable for oligonucleotide synthesis are known in the art. Souther, Chem, 
abst, 1 13: 152979r (1990) describes a stable phosphate ester linkage for permanent 
attachment of oligonucleotides to a glass surface. Mandenius et al., Anal, Biochem. 
157: 283 (1986) teaches that the hydroxyalkyl group resembles the 5'-hydroxyl of 
10 oligonucleotides and provides a stable anchor on which to initiate solid phase 
synthesis. 

The related art contains numerous ideas and information related to arrays 
of chemical reactants on a solid support. However, existing or suggested methods are 
limited, and do not conveniently and reliably produce the very large, high density 
15 arrays. There is, therefore^ a need for new methods for preparing large high density 
arrays of reactive sites. Ideally, such methods should utilized relatively simple 
machinery to produce large, dense arrays of solid phase bound reactants in a 
reproducible and rapid manner. 
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SUMMARY OF THE INVENTION 
This invention provides a method for conducting a large number of chemical 
reactions on a support surface. Solutions of chemical reactants are added to 
f unctionalized binding sites on the support surface by means of a piezoelectric 
5 pump. This pump deposits microdroplets of chemical reactant solution onto the 
binding sites. The chemical reactant at each binding site is separated from the 
others by surface tension. Typically, the support surface has iO-iO* functionalized 
binding sites per cm^ and each functionalized binding site is about 50-2000 microns 
in diameter. Typically, the amounts of reagents added to each binding site is in a 

10 volume of about 50 picoliter to 2 microliter. The reactions at the functionalized 
binding site may form covalent bonds such as esters or amide bonds or may involve 
non-covalent specific binding reactions such as antibody/antigen binding or 
oligonucleotide specific binding. The invention also includes array plates and 
methods for making the array plates. 

15 Typically, the array plates are made by the process set out in Figure 2 A by 

(a) coating a support surface with a positive or negative photoresist 
substance which is subsequently exposed and developed to create a patterned 
region of a first exposed support surface; 

(b) reacting the first support surface with a fluoroalkylsilanc to form a 
20 stable f luoroalkylsiloxane hydrophobic matrix on the first support surface; 

(c) removing the remaining photoresist: to expose a second support 
surface; and 

(d) reacting the second support with a hydroxy or aminoalkylsilane to 
form derivatizcd hydrophilic binding site regions. 

25 The preferred siloxanc reaction product of the present invention is tetradecafluoro- 
1,1,2,2-tetrahydrooctyl siloxanc. In Figure 2A, the hatched lines are the solid 
support, "Sr represents a first exposed support surface site, "Sl-F" is a hydrophobic 
fluoroalkylsilanc site, and ""Sl-OH** is a derivatizcd hydrophilic binding site. 

Alternatively, the array plates can be made by the process set out in Figure 

30 2B by 

(a) reacting a support surface with a hydroxy or aminoalkylsilane to form 
a derivatizcd hydrophilic support surface; 

(b) reacting the support surface form step (a) with o-nitrobenzyl carbonyl 
chloride as a temporary photolabile blocking to provide a photoblocked 

35 support surface; 
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(c) exposing the photoblocked support surface of step (b) to light thr"6ugh 
a mask to create unblocked areas on the support surface with unblocked 
hydroxy or aminoalkylsilane; 

(d) reacting the exposed surface of step (c) with perf luoroalkanoyl halide 
or perf luoroalkylsulf onyl halide to form a stable hydrophobic (perf luoroacyl 
or perfluoroalkylsulfonamido) alkyi siloxane matrix; and 

(e) exposing this remaining photoblocked support surface to create 
patterned regions of the unblocked hydroxy- or aminoalkylsilane to form the 
derivatized hydrophilic binding site regions. 

The preferred siloxanes of the present invention are 3-pcrf luorooctanoyloxy 
propylsiloxane and 3-perf luorooctanesulf onamido propyisiloxane. In Figure 2B, the 
hatched lines are the solid support, "-A" represents a hydrophilic support site, B" 
represents a temporary photolabile blocked support site, and "-A F" represents a 
hydrophobic site. 

The invention also provides a method for determining or confirming the 
nucleotide sequence of a target nucleic acid. The target nucleic acid is labelled by 
conventional methods and hybridized to an oligonucleotides of known sequence 
previously bound to sites on the array plate. The array plate having bound labelled 
target nucleic acid is then washed at appropriate stringency and the presence and 
location of bound labelled target nucleic acid is determined using scanning 
analyzers. Since the sequence of the covalently attached oligonucleotide in each 
element on the array is known, this allows the unambiguous determination of the 
nucleotide sequence of the target nucleic acid. 

The methods of the invention may also be applied to the determination of 
peptides or peptide mimetics that bind biologically active receptors. In this aspect, 
peptide arrays of known sequence can be applied to glass plates using the same 
piezoelectric pump/surface tension wall method described supra. The resultingarray 
of peptides can then be used in binding analyses with biologically active receptor 
ligands to screen for peptide mimetics of receptor agonists and antagonists. Thus» 
the invention provides a method for producing peptide array plates, peptide array 
plates having covalently bound peptides separated by surface tension areas, and 
methods of using such peptide array plates to screen for peptide mimetics of 
receptor agonists and antagonists. 

Those skilled in this art will recognize a wide variety of binding site and 
chemical reactants for forming cither covalent bonds or for specific binding 
reagents. 



BRIEF DESCRIPTION OF THE DRAWINGS 
Figure 1: Hybridization analysis using arrays of trimers. Individual dots that 

have bound the DNA fragment are underlined. 
Figure 2A: Illustrates the formation of an array surface that is ready for solid 
5 phase synthesis. 

Figure 2B: Illustrates O-Nitrocarbamate array making chemistry. 
Figure 3: Surface tension wall effect at the dot-interstice interface. The 
droplet containing solid phase synthesis reagents does not spread 
beyond the perimeter of the dot due to the surface tension wall. 
10 Figure 4: Hydrogen-phosphonate solid phase oligonucleotide synthesis on an 
array surface prepared according to Example 1. 
Figure 5: Top and side views of a piezoelectric impulse jet of the type used to 
deliver solid phase synthesis reagents to individual dots in the array 
. plate synthesis methods according to the invention. 
1 5 Figure 6: Use of a piezoelectric impulse jet head to deliver blocked nucleotides 
and activating agents to individual dots on an array plate. The 
configuration shown has a stationary head/moving plate assembly. 
Figure 7: Enclosure for array reactions showing array plate, sliding cover and 
manifolds for reagent inlet and outlet. 

20 DETAILED DESCRIPTION OF THE INVENTION 

The practice of present invention can include a number of photoresist 
substances. These substances arc readily known to those of skill in the art. For 
example, an optical positive photoresist substance (e.g., AZ 1350 (Novolac™ type- 
Hoechst Celanese™) (Novolac*^^ is a proprietary novolak resin, which is the 

25 reaction product of phenols with formaldehyde in an acid condensation medium)) 
or an E-beam positive photoresist substance (e.g., EB-9 (polymethacrylate by 
Hoya™)) can be used. 

A number of siloxane f unctionalizing reagents can be used, for example: 
L Hydroxyalkyl siioxancs 

30 (Silylate surface, f unctionalizc with diboranc, and HjOj to oxidize the alcohol) 

a. allyl trichlorochlorosiiane -> -> 3-hydroxypropyl 

b. 7-oct-l-enyI trichlorochlorosiiane -> -> 8-hydroxyoctyl 
2. Diol (dihydroxyalkyl) siioxancs 

(silylate surface, and hydrolyzc to diol) 
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a. glycidyl trimethoxysilane -> -> (2,3-dihydroxypropyloxy)propyl 

3. Aminoalkyl siloxanes (amines require no intermediate f unctionalizing step) 

a, 3-aminopropyl trimethoxysilane -> 3-aminopropyl 

4. Dimeric secondary aminoaikyl siloxanes 

5 a, bis (3-trimethoxysiIylpropyl) amine -> bis (silyloxylpropyl) amine 

In addition, a number of alternative f unctionalizcd surfaces can be used in 
the present invention. These include the following: 

1. Polyethylene/polypropylene f unctionalizcd by gamma irradiation or chromic acid 
oxidation, and reduction to hydroxyalkyl surface. 
10 2. Highly crosslinkedpolystyrcnc-divinylbenzene dcrivatizcdby chloromethylation, 
and aminated to benzylamine functional surface. 
3. Nylon - the terminal aminohcxyl groups are directly reactive, 
t!^ 4. Etched, reduced polytetrafluoroethylenc. 

y% There arc two important characteristics of the masked surfaces in patterned 

z.. 15 oligonucleotide synthesis. First, the masked surface must be inert to the conditions 

:4:i of ordinary oligonucleotide synthesis; the solid surface must present no free 

0'^ hydroxy, amino or carboxyl groups to the bulk solvent interface. Second, the surface 

^. must be poorly wet by common organic solvents such as acetonitrile and the glycol 

W ethers, relative to the more polar f uctionalized binding sites. 

J;" 20 The wetting phenomenon is a measure of the surface tension or attractive 

f; forces between molecules at a solid-liquid interface, and is defined in dynes/cm^ 

Fluorocarbons have very low surface tension because of the unique polarity 
(electronegativity) of the carbon-f lourine bond. In tightly structured Langmuir- 
Blodgctt type films, surface tension of a layer is primarily determined by the 
25 percent of fluorine in the terminus of the alkyl chains. For tightly ordered films, 
a single terminal trif luoromethyl group will render a surface nearly as lipophobic 
as a perfluoroalkyl layer. When fluorocarbons are covalently attached to an 
underlying dcrivatizcd solid (highly crosslinkcd polymeric) support, the density of 
reactive sites will generally be lower than Langmuir-Blodgett and group density. 
30 However, the use of perfluoroalkyl masking agents, preserves a relatively high 
fluorine content in the solvent accessible region of the supporting surface. 

There are also two important characteristics of the derivatized regions in 
patterned oligonucleotide synthesis. The surface must be compatible with the 
method of detection of hybridization. Radioactivity is largely being replaced by 
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spectroscopic, chemiluminesccnt and fluorescein: detection techniques in 'DNA 
research. It is desirable that the surface be optically transparent. A second 
important characteristic is that the linkage of the penultimate oligonucleotide to the 
surface have high chemical stability, at least equal to that of the polyphosphate 
backbone in DNA. 

The optical properties of glass (polytctrasiloxane) are unsurpassed for 
detection purposes. Further, there are numerous techniques developed by the 
semiconductor industry using thick films (1-5 microns) of photoresists to generate 
masked patterns of exposed glass surfaces. The best method to derivatize the first 
exposed glass surface is with volatile f luoroalkyl silanes using gas phase diffusion 
to create closely packed lipophobic monolayers. The polymerized photoresist 
provides an effectively impermeable barrier to the gaseous f luoroalkyl silane during 
the time period of derivatization of the exposed region. Following lipophobic 
derivatization however, the remaining photoresist can be readily removjsd by 
dissolution in warm organic solvents (methyl, isobutyl, ketone, or N-methyl 
pyrrolidonc) to expose a second surface of raw glass, while leaving the first applied 
silane layer intact. This second region glass can then be derivatized by either 
solution or gas phase methods with a second, polar silane which contains cither a 
hydroxy! or amino group suitable for anchoring solid phase oligonucleotide 
synthesis. 

Siioxanes have somewhat limited stability under strongly alkaline conditions. 
Conditions such as 0.1 N sodium hydroxide, typically employed to strip probes from 
nylon hybridization membranes, should be avoided for reusable glass based 
hybridization arrays. 

Teflon (polytetrafluoroethylene) itself would provide an ideal lipophobic 
surface. Patterned derivatization of this type of material can be accomplished by 
reactive ion or plasma etching through a physical mask or using an electron beam, 
followed by reduction to surface hydroxymethyl groups. However, the opacity of 
teflon at visible wavelengths severely restrict the applicable methods for detection 
of hybridization. 

Depending on the ultimate application, other organic polymers have desirable 
characteristics for patterned oligonucleotide synthesis. Polypropylene is relatively 
transparent to visible light. It can be surface derivatized by chromic acid oxidation, 
and converted to hydroxy- or aminomethylated surfaces which provide 
oligonucleotide synthesis anchors of high chemical stability. Highly crosslinked 
polystryene-divinylbenzcne (ca. 50%) is non-swellable, and can be readily surface 
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derivatized by chloromethlylation and subsequent functional group manipulation. 
Nylon provides an initial surface of hexylamino groups. 

The lipophobic patterning of these surfaces can be effected using the same 
type of solution based thin film masking techniques and gas phase derivatizatioa as 
5 glass, or by direct photochemical patterning using o-nitrobenzylcarbonyl blocking 
groups, Perfluoroalkyl carboxylic and sulfonic acid derivatives rather than silancs 
are now used to provide the lipophobic mask of the underlying surface during 
oligonucleotide synthesis. 

The solution of chemical reactant can be added to the f unctionalized binding 
10 site through utilization of a piezoelectric pump (Figure 5) in an amount where the 
solution of chemical reactant at each binding site is separate from the solution of 
chemical reactant at other binding sites by surface tension. As described more fully 
infra, in the pump depicted in Figure 5, reactant solution is inserted through the 
inlet (2) into the chamber (6) formed between the upper (1) and lower (5) plates of 
Z\ 15 the piezo. Application of a voltage difference across the upper and lower plates 

causes compression of the piezo, forcing a microdroplet (4) out through the nozzle 
(3). 

Figure 3 depicts the deposition of the reactant solution on a f unctionalized 
binding site and subsequent reaction with the surface. A micro-droplet of solution 
20 (Figure 3(a)) is deposited on the f unctionalized binding site (center cross-hatched 
H region in Figure 3(b)). Because of the differences in wetting properties of the 

^ZL reactant solution on the f unctionalized binding site and the surrounding surface, the 

p micro-droplet of the reactant solution beads on the f unctionalized binding site and 

the reactants in solution react with the surface (Figure 3(c)). 
25 The piezoelectric pump that may be utilized in the invention delivers minute 

droplets of liquid to a surface in a very precise manner. The pump design is similar 
to the pumps used in ink jet printing. The picopurnp is capable of producing 50 
micron or 65 picoliter droplets at up to 3000 Hz and can accurately hit a 250 micron 
target in a 900° C oven at a distance of 2 cm in a draft free environment. Preferred 
30 embodiments of the apparatus according to the invention are set forth in Example 
3. 

Alternative pump designs should take into account the following physical and 
mechanical considerations for reliable performance to be obtained. When a non- 
compressible fluid inside of a pumping cavity is subjected to a rapid strong pressure 
35 pulse, the direction of flow of the liquid from the cavity is determined primarily by 
the inertia! resistance of the liquid displaced. There is more liquid, and thus 
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resistance to flow, on the inlet side than through the nozzle port. The column of 
liquid that is forced out of the nozzle begins to neck off as a result of surface 
tension; The stream breaks as the piezoelectric is de-energized, with the remaining 
column of liquid drawn back into the nozzle. The droplet that has necked off 
5 continues its flight with the velocity it achieved in the initial acceleration. 
Typically, the ejection velocity is about 1-2 meters/sec. 

In normal printing applications using 150 micron drops of viscous water- 
based inks, the head speed is typically about 0.5 meter/sec. This motion adds a 
transverse velocity component to the droplet trajectory and can affect aiming 
iO accuracy. It may also cause the drop to skip when it hits a surface. Droplets fired 
from a stationary head tend to evaporate more slowly because they follow in the 
vapor trail of the preceding drop. The heads work niost reliably when the inlet 
supply lines are not required to flex and the liquids are not subjected to acceleration 
forces, 

^\ 15 The size of the drop is determined primarily by the surface tension of the 

1^ solution and by the diameter of the pump nozzle. The smaller the droplet, the faster 

" : it will evaporate and the more its trajectory will be affected by drafts. Nozzles 

fl\ smaller than 25 microns tend to become plugged with dust particles. For water, the 

drop diameter is approximately 1.5 times the nozzle diameter. Typically, drops will 
r.. 20 not vary in size by more than 5%. We have shown that the jet will also successfully 

H eject a variety of polar solvents, including CH^CN and MeOH. With these less 

L,„ viscous solvents, too forceful an ejection pulse may result in the formation of a 

t.: scries of trailing satellite droplets in addition to the primary drop. The duration of 

the pulse also affect satelliting. 
25 After the cavity has returned to its original state, a period of time must be 

allowed for the nozzle to refill by capillary action before another cycle of pulsing 
can be initiated. It is important for the nozzle refill only to the top of the orifice, 
but the liquid meniscus not spread out onto the front face of the jet. This is 
prevented by silanizing the face to reduce its surface tension. The head is also 
30 operated under slight negative pressure to prevent overfilling. The aim of the drop 
is in the axial direction of the nozzle, but defects in the face coating can affect the 
trajectory. 

Arrays of nozzles with up to 64 independent pumping chambers but a 
common inlet supply have been fabricated. It is important that each chamber inlet 
35 have some restriction so that operation of one pumping chamber does not affect the 
others. The separation between nozzles is typically 400 microns for printing 
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applications, but denser arrays can'be produced either by interleaving the transverse 

motion of the target or decreasing the nozzle spacing. 

Exarople 1 

Preparation of Array Plates Ready for 
5 Oligonucleotide or Peptide Assembly 

The hybridization array is synthesized on a glass plate. The plate is first 
coated with the stable fluorosiloxanc 3-(l,l-dihydroperfluoroctyloxy) propyltrieth- 
oxysilane, A COj laser is used to ablate off regions of the fluorosiloxanc and expose 
the underlying silicon dioxide glass. The plate is then coated with glycidyloxypropyl 
10 trimethoxysilane, which reacts only on the exposed regions of the glass to form a 
glycidyl epoxide. The plate is next treated with hexacthyleneglycol and sulfuric 
acid to convert the glycidyl epoxide into a hydroxyalkyl group, which acts as a 
linker arm. The hydroxyalkyl group resembles the 5*-hydroxide of nucleotides and 
y provides a stable anchor on which to initiate solid phase synthesis. * The 

Q 15 hydroxyalkyl linker arm provides an average distance of 3-4 nm between the 

oligonucleotide and the glass surface. The siloxane linkage to the glass is completely 
stable to all acidic and basic deblocking conditions typically used in oligonucleotide 
fIJ or peptide synthesis. This scheme for preparing array plates is illustrated in Figures 

2(A) and 2(B) and was previously discussed. 

H 20 Example 2 

m Assembly of Oligonucleotides on the Arrav Plates 

O The hydroxyalkylsiloxane surface in the dots has a surface tension of 

approximately y ^ 47, whereas the fluoroxysilanc has a surface tension of y = IS. 
For oligonucleotide assembly, the solvents of choice are acetonitrile, which has a 
25 surface tension of y = 29, and diethylglycol dimethyl ether. The hydroxyalkyl- 
siloxane surface is thus completely wet by acetonitrile, while the fluorosiloxanc 
masked surface between the dots is very poorly wet by acetonitrile. Droplets of 
oligonucleotide synthesis reagents in acetonitrile are applied to the dot surfaces and 
tend to bead up, as shown in Figure 3. Mixing between adjacent dots is prevented 
30 by the very hydrophobic barrier of the mask. The contact angle for acetonitrile at 
the mask-dot interface is approximately 6 = 43^ The plate effectively acts as an 
array microliter dish, wherein the individual wells are defined by surface tension 
rather than gravity. The volume of a 40 micron droplet is 33 picoiiter. The 
maximum volume retained by a 50 micron dot Is approximately 100 picoiiter, or 
35 about 3 droplets, A 100 micron dot retains approximately 400 picoiiter, or about 1 2 
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droplets. At maximum loading, 50 micron and 100 micron dots bind about 0.07 and 
0.27 fcmtomoles oligonucleotide^ respectively. 

Assembly of oligonucleotides on the prepared dots (Figure 2B, bottom) is 
carried out according to the H-phosphonate procedure (Figure 4), or by the 
phosphoroamidite method. Both methods are well known to those of ordinary skill 
in the art. Oligonucleotide and Analogs, A Practical Approach (F. Eckstein ed., 
1991). Delivery of the appropriate blocked nucleotides and activating agents in 
acetonitrile is directed to individual dots using the picopump apparatus described 
in Example 3. All other steps, ( e.g., DMT deblocking, washing) are performed on the 
array in a batch process by flooding the surface with the appropriate reagents. An 
eight nozzle piezoelectric pump head is used to deliver the blocked nucleotides and 
activating reagents to the individual dots, and delivering droplets at 1000 Hz, 
requires only 32 seconds to lay down a 512 x 512 (262k) array. Since none of the 
coupling steps have critical time requirements, the difference in reaction- time 
between the first and last droplet applied is insignificant. 

Example 3 

Construction of Piezoelectric Impulse Jet Pump Apparatus 
Piezoelectric impulse jets are fabricated from Photoceram (Corning Glass, 
Corning, N.Y.), a UV sensitive ceramic, using standard photolithographic techniques 
to produce the pump details. The ceramic is fired to convert it to a glassy state. The 
resulting blank is then etched by hydrogen fluoride, which acts faster in exposed 
then in nonexposed areas. After the cavity and nozzle details are lapped to the 
appropriate thickness in one plate, the completed chamber is formed by diffusion 
bonding a second (top) plate to the first plate. The nozzle face is lapped flat and 
surface treated, then the piezoelectric clement is epoxied to the outside of the 
pumping chamber. When the piezoelectric clement is energized it deforms the cavity 
much" like a one-sided bellows, as shown in Figure 5. 

To determine the appropriate orifice size for accurate firing of acetonitrile 
droplets, a jet head with a series of decreasing orifice sizes is prepared and tested. 
A 40 micron nozzle produces droplets of about 65 picoliter. 

A separate nozzle array head is provided for each of the four nucleotides and 
a fifth head is provided to deliver the activating reagent for coupling. The five 
heads arc stacked together with a mechanically defined spacing. Each head has an 
array of eight nozzles with a separation of 400 microns. 
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The completed pump unit is assembled with the heads held stationary and the 
droplets fired downward at a moving array plate as shown in Figure 6. The 
completed pump unit assembly (3) consists of nozzle array heads (4-7) for each of the 
four nucleotidase and a fifth head (8) for activating reagent. When energized, a 
5 microdroplet (9) is ejected from the pump nozzle and deposited on the array plate 
(1) at a functionalized binding site (2). 

A plate holding the target array is held in a mechanical stage and is indexed 
in the X and Y planes beneath the heads by a synchronous screw drives. The 
mechanical stage is similar to those used in small milling machines^ microscopes and 
10 microtomes, and provides reproducible positioning accuracy better than 2.5 microns 
or 0.1 mil. As shown in Figure 7, the plate holder (3) is fitted with a slotted spacer 
(4) which permits a cover plate (5) to be slid over the array (6) to form an enclosed 
chamber. Peripheral inlet (1) and outlet (2) ports are provided to allow the plate to 
be flooded for washing, application of reagents for a common array reaction, or 
15 blowing the plate dry for the next dot array application cycle. 

Both the stage and head assembly are enclosed in a glove box which can be 
evacuated or purged with argon to maintain anhydrous conditions. With the plate 
holder slid out of the way, the inlet lines to the heads can be pressurized for positive 
displacement priming of the head chambers or flushing with clean solvent. During 
20 operation, the reagent vials are maintained at the ambient pressure of the box. 

With a six minute chemistry cycle time, the apparatus can produce 10-mer 
array plates at the rate of 1 plate or 10® oligonucleotides per hour. 



■ Example 4 

Use of Oligonucleotide Array Plates to Determine the 
25 Nucleotide Sequence of a Target Nucleic Acid 

The oligonucleotide array plate is prepared as described in Examples 1 and 

2, using the apparatus described in Example 3. The array contains oligonucleotides 

having 10 nucleotides each (10-mers). The synthesis is carried out such that each 

oligonucleotide clement, moving in a 5'-3* direction, is identical to the preceding 

30 clement in nucleotide sequence, except that it deletes the 5'-most nucleotide, and 
adds a new 3*-most oligonucleotide. In this way the total array represents every 
possible permutation of the 10-mer oligonucleotide. Oligonucleotides are spaced at 
7 nm intervals to provide an oligonucleotide loading density of 3.4 x 10'-^^ moles/cm^ 
or 2.6 X 10"^^ moles per 100 micron element. The target nucleic acid is used to probe 

35 the oligonucleotide array plate. The probe is labelled with 1000 Ci/nmol P^^ The 
sotfiTIwACKER^D^^^ labelled probe is contacted with the oligonucleotide array plate for hybridization in 
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a lOnM solution of probe in 3M Me^NCI at 42°C. At 10% hybridization and wash 
efficiency, each oligonucleotide element dot having an exact match with the probe 
binds 26 attomoles of probe. Radiolabel binding is detected using a Bio-Image 
Analyzer™ (Fuji, Waltham, MA). The pattern of binding is assessed and the 
5 nucleotide sequence of the probe nucleic acid is determined by ordering the 
nucleotide sequence according to the known sequences of the oligonucleotide 
elements, as shown in Figure 1. 

Figure 1 depicts a sequencing arrangement based on a matrix of trimer 
oligonucleotides bound to the array plate. Figure i(a) is the basic matrix consisting 
10 of the four nucleotides. Figure 1(b) is the complete trimer matrix, representing each 
of the 4^ trimer permutations. The underlined elements in the array represent sites 
to which the target nucleic acid is bound. Figure 1(c) depicts how a sequence 
complementary to the target nucleic acid is constructed from the known sequences 
of the sites to which the target nucleic acid is bound. 
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What is claimed is: 

I, A method for conducting chemical reactions between a solution of a 
chemical reactant and an array of f unctionalized binding sites on a support surface 
comprising adding the solution of chemical reactant to the f unctionalized binding 
5 site in an amount where the solution of chemical reactant at each binding site is 
separate from the solution of chemical reactant at other binding sites by surface 
tension. 



2. The method of claim 1 wherein the area of the support surface of the 
f unctionalized binding site has a higher surface tension relative to the support 
surface surrounding each f unctionalized binding site. 

3. The method of claim 1 wherein the support surface has lO-lO'^ 
f unctionalized binding sites per cm^ 

4. The method of claim 1 wherein the functionalized binding sites are 
about 50-2000 microns in diameter. 



5. The method of claim I wherein the volume of the solution of 
reagent(s) is 50 picoliter to 2 microliter. 

6. The method of claim I wherein the chemical reaction between the 
chemical reactant and functionalized binding site forms covalent bonds. 

7. The method of claim 1 wherein chemical reactant reacts with the 
functionalized binding site by non-covalent specific binding interactions. 



8. An array plate comprising a support surface with an array of distinct 
and separated functionalized binding sites and wherein the area of the 
functionalized binding sites has a higher surface tension relative to the support 
surface surround each functionalized binding site. 



9. The array plates of claim 8 wherein the support surface has 10 to JO 
sites/cm^ functionalized binding sites per cm^. 
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10. The array plate of claim 8 wherein each f unctionalized binding site 
is about 50-2000 microns in diameter, 

11. The array plate of claim 8 wherein the f unctionalized binding sites 
are f unctionalized with a reagent which forms a covalent chemical bond with the 
reagent. 

12. The array plate of claim 8 wherein the f unctionalized binding sites 
are functionalized with a reagent that is a member of a specific binding pair. 
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13. A method for making array plates comprising: 

(a) coating a support surface with a positive or negative 
photoresist substance which is subsequently exposed to light and 
developed to create a patterned region of a first exposed support 

5 surface; 

(b) reacting the first support surface with a fiuoroalkylsilane to 
form a stable fluoroaikylsiloxane hydrophobic matrix on the first 
support surface; 

(c) removing the remaining photoresist to expose a second support 
10 surface; and 

(d) reacting the second support with a hydroxy or 
aminoalkylsilanetoformdcrivatized hydrophilic binding site regions. 

14, The method according to claim 13» wherein the fluoroalkylsiljoxane 
is tetradecaf luoro-l,l,2,2-tetrahydrooctyl siloxane. 



15, A method for making array plates comprising: 

(a) reacting a support surface with a hydroxy or aminoalkylsilane 
to form a derivatized hydrophilic support surface; 

(b) reacting the support surface form step (a) with o-nitrobenzyl 
5 carbonyl chloride as a temporary photolabile blocking to provide a 

photoblocked support surface; 

(c) exposing the photoblocked support surface of step (b) to light 
through a mask to create unblocked areas on the support surface with 
unblocked hydroxy or aminoalkylsilane; 
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(d) reacting the exposed surface of step (c) with perf luoroalkanoyl 
hallde or perfiuoroalkylsulfonyl halide to form a stable hydrophobic 
(perfluoroacyl or perf luoroalkylsulf onamido) alkyl siloxane matrix; 
and 

5 (e) exposing this remaining photoblocked supportsurface to create 

patterned regions of the unblocked hydroxy- or aminoalkylsiiane to 
form the derivatized hydrophilic binding site regions. 

16. The method according to claim 15, wherein the siloxane is 3- 
perfluorooctanoyloxy propylsiloxanc. 

17. The method according to claim 15 wherein the siloxane is 3- 
perfluorooctanesulf onamido propylsiloxanc. 
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ABSTRACT OF THE DISCLOSURE 
The invention provides apparatus and methods for making arrays of 
f unctionalized binding sites on a support surface. The invention further provides 
apparatus and methods for sequencing oligonucleotides and for identifying the 
amino acid sequence of peptides that bind to biologically active macromolecules, by 
specifically binding biologically active macromolecules to arrays of peptides or 
peptide mimetics. 
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following attorneys are hereby appointed to prosecute and transact all business in the Patent and 
Trademark Office connected therewith: 



Jeffrey 1. Auerbach, Reg. No. 32,680 
Melvin L. Barnes, Jr, Reg. No. 38^75 
Thane Bauz, Reg. No. P4 1,604 
Michael J. Bell, Reg. No. 39,604 
John A. Bendrick, Reg. No. 41,612 
Mark R. Buscher, Reg. No, 35,006 
Celine T, Callahan, Reg. No. 34,301 
Cono A, Carrano, Reg. No. 39,623 
Joseph V. Colaianni, Reg. No. 39,948 
James F. Davis, Reg. No. 21,072 
Thomas M. Dunham, Reg. No. 39,965 
Joel M. Freed, Reg. No. 25,101 
Vernon Randall Card, Reg. No. 33,886 
Alan M. Grimaldi, Reg. No. 26,599 
Alexander J. Hadjis, Reg. No. 36,540 
Albert P. Halluin, Reg. No. 25,227 
Michael N. Haynes, Reg. No. 40,014 
Rouget F. Henschel, Reg. No. 39,221 



Leslie L. Jacobs, Jr., Reg. No, 40,659 
Richard H. Kjddgaard, Reg. No. 30,186 
Joseph P. Lavelle, Reg. No. 31,036 
David R. Marsh, Reg. No. 41,408 
Kevin W. McCabe, Reg. No. 41,182 
Joseph A. Micallef, Reg. No. 39,772 
Anthony D. Miller, Reg. No. 34^94 
Karen L. Nicastro, Reg. No. 35,968 
Bradley J, Olson, Reg. No. 40,750 
Russell O. Paige, Reg. No. P40,758 
Andrew Y. Piatnicia, Reg. No. 40,772 
Andrea G. Reister, Reg. No. 36,253 
Stephen J. Rosenman, Reg. No. 29,209 
Timothy L. Scott, Reg. No. 37,931 
Anthony W. Shaw, Reg. No. 30,104 
J. David Smith, Reg. No. 39,839 
Michael J. Songer, Reg. No. 39,841 



Application Serial No. 08/465,761 
Attorney's Docket No. 05871. 0002.US02 



Please address all communications regarding this application to: 
Albert P. Halluin 
HOWREY & SIMON 
1299 Pennsylvania Avenue, N.V/. 
Box 34 

Washington, D.C, 20004-2402 
(650) 463-8100 (telephone) 
(650) 463-8400 (telecopier) 

In accordance with 37 CFR § 3.73(b), Protogene Laboratories, Inc., a corporation, certifies 
that it is the assignee of the entire right, title, and interest in the application identified above by virtue 
of the chain of the title from the inventor(s) to the assignee as shoM^n below. 



FROM 


TO 


REEL 


FRAME 


Thomas M. Brennan 


Protogene Laboratories, Inc. 


7619 


0525 



All of the documents in the chain of title of the appHcation identified above have been , 
reviewed and, to the best of undersigned's knowledge and belief, title is in the assignee identified 
above. 

The undersigned (whose title is supplied below) is empowered to sign this certificate on 
behalf of the assignee. 

I declare that all statements made herein of my own knowledge are true, and all statements 
made on information and belief are believed to be true; and further that these statements were made 
with the knowledge that willful false statements and the like so made are punishable by fine or 
imprisonment, or both, under § 1001 of Title 18 of the United States Code and that such willful false 
statements may jeopardize the validity of the application or any patent issuing thereon. 



ProtoGene Laboratories, Inc. 

1454 Page Mill Road 

Palo Alto, Cahfomia 94304 



Dated: ^1 ^) j ^ By: 



Jonathan Briggs, Ph.D. / [ 
Vice President 
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